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Abstract

Background: Applying a statistical method implies identifying underlying (model)
assumptions and checking their validity in the particular context. One of these
contexts is association modeling for epistasis detection. Here, depending on the
technique used, violation of model assumptions may result in increased type I error,
power loss, or biased parameter estimates. Remedial measures for violated
underlying conditions or assumptions include data transformation or selecting a
more relaxed modeling or testing strategy. Model-Based Multifactor Dimensionality
Reduction (MB-MDR) for epistasis detection relies on association testing between a
trait and a factor consisting of multilocus genotype information. For quantitative
traits, the framework is essentially Analysis of Variance (ANOVA) that decomposes the
variability in the trait amongst the different factors. In this study, we assess through
simulations, the cumulative effect of deviations from normality and homoscedasticity
on the overall performance of quantitative Model-Based Multifactor Dimensionality
Reduction (MB-MDR) to detect 2-locus epistasis signals in the absence of main
effects.

Methodology: Our simulation study focuses on pure epistasis models with varying
degrees of genetic influence on a quantitative trait. Conditional on a multilocus
genotype, we consider quantitative trait distributions that are normal, chi-square or
Student’s t with constant or non-constant phenotypic variances. All data are analyzed
with MB-MDR using the built-in Student’s t-test for association, as well as a novel
MB-MDR implementation based on Welch’s t-test. Traits are either left untransformed
or are transformed into new traits via logarithmic, standardization or rank-based
transformations, prior to MB-MDR modeling.

Results: Our simulation results show that MB-MDR controls type I error and false
positive rates irrespective of the association test considered. Empirically-based MB-MDR
power estimates for MB-MDR with Welch’s t-tests are generally lower than those for
MB-MDR with Student’s t-tests. Trait transformations involving ranks tend to lead to
increased power compared to the other considered data transformations.

Conclusions: When performing MB-MDR screening for gene-gene interactions with
quantitative traits, we recommend to first rank-transform traits to normality and then
to apply MB-MDR modeling with Student’s t-tests as internal tests for association.
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Background
The search for epistasis or gene-gene interaction effects on traits of interest is marked

by an exponential growth. From an application point of view, these searches often focus

on candidate genes or pathways. The reasons for this are often logistic ones: First,

genome-wide screening for epistasis requires large sample sizes to ensure sufficient

power detection, which may only become available when having access to consortia

data. Second, exhaustive genome-wide epistasis screenings assumes the availability of

sufficient computer power and an adequate infrastructure to store and analyze the data,

as well as to store and process the analysis results. From a methodological point of view,

searches for epistasis effects are performed with the goal in mind to develop methods

that can narrow the gap between statistical and biological epistasis. To date, several epis-

tasis detection approaches exist, each addressing differential aspects of the underlying

theoretical epistasis model, and with different performances in terms of Type I error

control or power detection [1]. Although methods are often thoroughly compared to

competing methods in this sense, using a variety of simulation settings that are hoped to

reflect realistic mechanisms of disease-causing genetic variants, they usually do not in-

volve comprehensive statements neither about the underlying assumptions, nor about

how violations of these assumptions may affect the method’s performance. Modeling or

testing techniques usually come with specific assumptions that need to be fulfilled in order

to produce valid analysis results. This also applies to methods to detect epistasis. Good

standard practice in this context would include 1) to investigate the underlying assump-

tions of the epistasis detection or modeling technique, 2) to check whether these are valid,

and 3) to take remedial measures or to accommodate the effects of identified violations.

One of the pioneer methods used in the context of dimensionality reduction and

gene-gene interaction detection is the Multifactor Dimensionality Reduction (MDR)

method, initially developed by Ritchie et al. [2]. MDR offers an alternative to traditional

regression-based approaches. The method is model-free and non-parametric in the

sense that it does not assume any particular genetic model. In particular, MDR for bin-

ary traits [2] enforces a dimensionality reduction by pooling multilocus genotype clas-

ses into two groups of risk based on some threshold value, and by evaluating the

epistasis model via cross-validation principles. One concern related to the initial

implementations of the MDR method was that some important interactions could be

missed due to pooling too many multilocus genotype classes together. Another concern

was that the MDR method did not facilitate making adjustments for lower-order gen-

etic effects or confounding factors. Lastly, it was somewhat disappointing that after

computationally intensive cross-validation and permutation-based significance assess-

ment procedures only a single “best” epistasis model was proposed. Over the years, sev-

eral attempts have been made to further improve the MDR ideas of Ritchie et al. [2],

see for instance [3]. However, an MDR-based method was needed that could tackle all

of the aforementioned issues within a unified framework and would flexibly accommo-

date different study designs of related and unrelated individuals. Model-Based Multifac-

tor Dimensionality Reduction (MB-MDR) originated as such a unified dimensionality

reduction approach. Like MDR, MB-MDR is an intrinsic non-parametric method, and

thus avoids making hard to verify assumptions about genetic modes of inheritance. The

original MB-MDR implementation in R by Calle et al. [4] suffered from its own draw-

backs, the major one being the significance assessment of epistasis models, which was
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based on the derivation of MAF dependent null-distributions. These drawbacks were

handled in subsequent C++ versions of the MB-MDR software, adhering to the key

principles of the MB-MDR strategy [5]. In summary, these key features are 1) dimen-

sionality reduction via multilocus genotype cell labeling using appropriate association

tests, 2) prioritization of multiple epistasis models (on reduced constructs / lower-

dimensional features) via appropriate association tests and adequate multiple testing

corrections to control false positives, 3) possible adjustment for lower-order effects or

confounders in relevant steps of the epistasis detection process.

The ‘modeling’ part in MB-MDR arises from the need to embrace parametrics when

adjusting for lower-order (main) effects within a regression framework. The necessity

of lower-order effects corrections in quantitative MB-MDR analyses has been discussed

elsewhere [6]. In pure epistasis scenarios (i.e., no significant main effects), there is no

need to adjust for main effects and MB-MDR analysis essentially involves the consecu-

tive application of one-way Analysis of Variance (ANOVA) F-tests that compare

(groups of) multi-locus genotype cells with respect to the quantitative trait under

study. Note that the result of a t-test is identical to that of an ANOVA computed for

two groups; the t-statistic is the square root of the F-statistic used in ANOVA. Hence,

in principle, the validity of MB-MDR epistasis results may depend on whether or not

ANOVA assumptions are met, which warrants further investigation.

Many authors have studied the effects of model violations in regression settings in gen-

eral and have suggested alternative strategies when violations cannot be remediated [7,8].

Due to the aforementioned link between MB-MDR and ANOVA, we are particularly

interested in violations regarding the latter. The three main ANOVA assumptions are:

1) the observations are independent, 2) the sample data have a normal distribution

within factor levels (e.g., multilocus genotype classes) and 3) the dependent variable’s

variances within each factor level are homogeneous (homoscedasticity) [7]. Generally

speaking, when either the assumption of normality or homoscedasticity or both are vio-

lated, highly inflated type I errors and false positives can arise, suggesting a non-

robustness of parametric methods under these scenarios [9]. It should be noted though

that F- and t-tests are scarcely affected by non-normality of population distributions

(e.g, [10,11]). Nevertheless, when the dependent variable does not meet ANOVA’s

normality assumption, the non-parametric Kruskal-Wallis or Mann-Whitney U test

[12] is commonly taken to replace the ANOVA’s F or a Student’s t-test. However, these

non-parametric counterparts are not an immediate solution to the problem of unequal

variances (heteroscedasticity), as was shown before [13-15]. Alternatively, data transfor-

mations can be considered to induce normality. For instance, Wolfe et al. [16] used the

logarithmic transformation to transform a skewed distribution to a distribution that is

approximately normal. On the other hand, Jin et al. [17] highlighted that, when the loga-

rithmic transformation is used, it may over-compensate right-skewed data and create

left-skewed data, which can hardly be seen as an improvement. The Mann-Whitney U

test avoids making distributional assumptions other than requiring group distributions

of identical shape. For two-group comparisons, it is equivalent to an ordinary Student’s

t-test performed on the ranks of the original outcome measurements and its

p-values are mathematically identical to Kruskal–Wallis one-way analysis of variance by

ranks [18,19]. The additional difficulties with data transformations prior to analysis

(whether based on ranks or not) are that a chosen transformation may not address all
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issues at once (this is: addressing non-normality and unequal variances), and that

several linear or non-linear data transformations will have different implications on

post-analysis interpretability. A road map for the appropriate use of non-parametric

and parametric two-group comparison tests when group sizes are equal is given in

Additional file 1: Figure S1.

The event of unbalanced data (i.e., unequal sample sizes in group comparisons) af-

fects the choice for a particular test as well. Gibbons and Chakraborti [20] emphasized

that for unbalanced ANOVA designs, Mann–Whitney U tests are not a suitable re-

placement for Student’s t-tests when variances are unequal, irrespective of whether the

assumption of normality is satisfied or violated. When normality and homogeneity of

variance are violated together, Zimmerman and Zumbo [21] suggest that the Welch’s

t-test, alias the unequal variance t-test, can effectively replace the Mann–Whitney U

test when the data are first transformed to ranks prior to testing. However, it has

been reported in Danh [22] that the test with Welch correction becomes too conserva-

tive when sample sizes are strongly unequal compared to the Student’s t-test. Instead,

Szymczak [23] and Rupar [24] suggest focusing on medians (e.g. Mood’s Median test).

However, Pett [25] has argued that medians tests are less powerful than other non-

parametric tests (e.g. Mann-Whitney and Kruskal-Wallis one-way ANOVA by ranks) be-

cause these only use two possibilities for scores: scores either above or below/equal to the

median and the absolute value of the difference between the observed scores and the me-

dian is not accounted for. Figure 1 summarizes the utility of some popular parametric and

non-parametric two-group comparison tests when group sizes are unequal [26].

In the context of genetics, model violations and effects of imbalanced data have pri-

marily been discussed in the context of gene expression studies and t-test/ANOVA

models (e.g., [23,27,28]). The topic is severely under-appreciated in the context of epis-

tasis screening, as indicated before. For the latter, violations may pertain to

prioritization or pre-screening algorithms, to the actual epistasis modeling and testing,

as well as to the implemented corrections for multiple testing. Also for MB-MDR it has
Figure 1 Group comparison test maintaining adequate Type 1 error control, when group sizes are
unequal. Legend: When several tests are listed, they are listed from most (top) to least (bottom) powerful.
The tests in a square box and blue font should be avoided in MB-MDR due to reasons mentioned next
to them.
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never been investigated what the cumulative effect is of violated association test as-

sumptions, acknowledging that the presence and extent of these violations may differ

within and between several stages of the MB-MDR analysis. However, concerns about

distributional data assumptions for MB-MDR association testing can easily be removed

by adopting a non-parametric view point based on ranks (Figure 1 and Additional file 1:

Figure S1). In this study, we use simulations to assess the cumulative effect of deviations

from normality and homoscedasticity on the overall performance of quantitative Model-

Based Multifactor Dimensionality Reduction (MB-MDR) with variable association tests

to detect 2-locus epistasis signals. We investigate the utility of data transformations to

maintain or to increase MB-MDR’s efficiency and to control false positive rates. Since

important lower-order genetic effects not adjusted for can also give rise to inflated

type I errors or false positive epistatic findings, as discussed in [6,29], we restrict our at-

tention to pure epistasis two-locus models (i.e., no main effects).
Methods
Simulation settings

We simulate 18 two-locus settings of an epistasis model following [30], each setting in-

volving 1000 replicates and consisting of 500 unrelated individuals per replicate. In par-

ticular, simulations are based on model M170 of [30] which requires an individual to

be heterozygous at one locus and homozygous at the other in order to have an in-

creased quantitative phenotype. Minor allele frequencies (MAFs) for the causal epistatic

pair (SNP1 and SNP2) are prespecified at 50%, hereby a pure epistasis model (M170

becomes a pure epistasis model when the MAFs of the two SNPs are set at 50%). An

additional 98 SNPs are generated with MAFs randomly sampled from a uniform distri-

bution; U(0.05,0.5). We assume all SNPs to be in Hardy-Weinberg Equilibrium and as-

sume linkage equilibrium between them. The proportion of phenotypic variation that is

due to epistatic variation (g2) between individuals is varied as 0, 5 and 10%.

To assess the effect of violated normal trait distributions, we consider trait distribu-

tions that are, apart from normal, also chi-squared or Student’s t; the same distribution

is assumed for each of the 9 levels of the two-locus genotypes derived from SNP1 and

SNP2 combined. To investigate the MB-MDR cumulative effects of heteroscedasticity,

we consider for every aforementioned setting, constant and non-constant phenotypic

variances according to the following scenarios.

Scenario 1: normal distribution

We simulate 9 variances from U [1,10], one for every two-locus genotype combination

corresponding to SNP1 and SNP2. Homoscedasticity or constant variance is induced

by simulating traits with multi-locus specific variance equal to the average of the 9

genotypic variances mentioned before.

Scenario 2: chi-square distribution

Quantitative traits are generated from a central chi-square distribution with 2 degrees of

freedom (df), inducing a constant trait variance for every two-locus genotype combin-

ation. To simulate settings with heteroscedasticity, non-central chi-square distributions

are used, df randomly selected from the uniform distribution U [2,10]. The non-centrality

parameter (ncp) for every two-locus genotype combination is taken to be the difference

between a preset maximum (maxncp) of 10 and the genotype combination-specific df.
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This results in a constant trait mean for all multi-locus genotypes (equal to maxncp) and

phenotypic variances (twice the df + 4 times the ncp) ranging from 20 to 36.

Scenario 3: t-distribution

We consider quantitative traits from a t-distribution with 3 degrees of freedom. Non-

equal phenotypic variances are introduced by generating data for the 9 multilocus

genotype combinations from the uniform distribution U [3,10].
Analysis method: MB-MDR

Model-Based Multifactor Dimensionality Reduction (MB-MDR) is a data mining tech-

nique that enables the fast identification of gene-gene interactions among thousands of

SNPs, without the need to make restrictive assumptions about the genetic modes of inher-

itance. The most commonly used implementation of MB-MDR involves testing one

multi-locus genotype cell versus the remaining multi-locus cells (i.e. 1 cell versus 8

remaining cells, in case of 2 bi-allelic loci). By construction, this procedure creates two

(possibly highly) imbalanced genetic groups that subsequently need to be compared in

terms of mean or median trait differences. To date, MB-MDR has used Student’s t-test to

make such group comparisons for quantitative traits. This implementation is based on

simulation studies that assumed traits to be normally distributed with equal genotypic var-

iances for each of the multi-locus genotype combinations corresponding to a bi-allelic

functional SNP pair [6,29]. The MB-MDR outputted final test statistics for epistasis evi-

dence are presented as ANOVA F-statistics. Naturally, different numbers of individuals

contribute to specific multilocus genotype combinations. More importantly, MB-MDR’s

internally performed group comparison tests involve possibly highly unequal group sizes.

Hence, parametric t-tests are always pooled variance t-tests. A novel implementation

allowing unequal group variances based on the Welch’s t-test (WT) for two-group com-

parisons is included in the MB-MDR software version 2.7.5. For a graphical representation

of the quantitative MB-MDR method, we refer to Figure 2 of [6].

All simulated data are analyzed with MB-MDR, with Student’s t-test (ST) as well as the

novel Welch’s t-test (WT) implementation to assess power and type I error. Prior to MB-

MDR submission, original traits are either left untransformed or transformed into new

traits via logarithm transformations (Log), standardization transformation (Stz) or via

rank-based transformations. The latter transformations involve the assignment of absolute

ranks to all available trait measurements in a serially increasing order (Rank), after which

the ranks are transformed to normality (Rtn). Data transformations are conducted in

R.2.15.0 [31]. We are currently working on a MB-MDR version that will optionally use a

rank-transformation of original trait values, allowing MB-MDR analyses with parametric

t- or non-parametric Mann-Whitney U- tests of association. Overall significance is

assessed at 5% level of significance after correction for multiple testing via the

permutation-based step-down maxT multiple testing correction of [32] (see also [33]).

Permutations are based on 999 new data replicates. Small group sizes in group compari-

sons are dealt with by requiring a minimum contribution of 10 individuals to each group.
Results
Figure 2 shows density plots for the normal and chi-squared distributed original data

(panel A) and rank-transformed to normality traits (panel B) with equal and unequal



Figure 2 Density plots for original trait (panel A) and rank transformed traits (panel B) for one
simulated data replicate with epistatic variance 10%. Legend: Numbers as they appear with color lines
in the legend: 1=normal constant variance, 2=normal non-constant variance, 3=chi-square constant
variance, 4=chi-square non-constant variance. Wild-type individuals (homozygous for the major allele) are
coded as 0, heterozygous individuals as 1, and individuals homozygous for the minor allele as 2. Figures in
brackets represent sample sizes for the multi-locus genotype cells.
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variances. The 9 density groups refer to the 9 possible multi-locus genotypes for the

causal SNP pair and are based on a single replicate, so as to keep the total sample size

to 500 individuals. For each scenario, the first generated dataset was used. Cell 0-0 on

row 1 and column 1 (cell 2-2 on row 3 and column 3) refers to homozygous most

(least) frequent allele individuals. The contribution of the epistatic variance to the trait

variance is 10%. Other replicate data or assumptions about epistatic evidence give rise

to similar plots (not shown). Rank-transformation to normality (Rtn) (cfr. panel B) ef-

fectively deals with multimodal data distributions (cfr. panel A). Testing whether the

multilocus genotype-specific traits can be assumed to come from a normal population

(Shapiro-Wilk’s test) highlights a successful transformation from potentially non-

normal data (panel A) to approximate normal data (panel B).

For the same scenarios as before, yet using all SNP pairs, and the 999 permutations

F-statistics data, we create quantile-quantile plots (qq-plots) for a theoretical F distribu-

tion with (g-1, n-g) degrees of freedom. Here, n=500 is the number of individuals in a

dataset and g=2 is the number of groups (i.e. 1 cell versus 8 remaining cells). Note that

since no missing data were considered, all theoretical distributions for association tests

within MB-MDR, whatever SNP pair is considered, should be F(1,498). Whereas Figure 3

shows the qq-plots for association tests (squared Student’s t) comparing a single multi-

locus genotype (in particular, cell 0-0) with the 8 remaining ones, Figure 4 shows the qq-

plots related to the SNP pairs and their MB-MDR step 2 test statistics (i.e., the maximum

of two association tests; one involving H-cells versus {L,O}-cells, and one involving L-cells

versus {H,O}-cells). Comparison of Figure 3 with Figure 4 could suggest that deviations

from a theoretical F-distribution is not so much of a concern at MB-MDR’s dimensional-

ity reduction step (i.e., labeling of multilocus genotypes according to “severity”), but seems

to be quite dramatic for MB-MDR’s final two-locus test. This observation can be made,

irrespective of whether traits initially are normally or chi-squared distributed, and



Figure 3 Qq-plots of observed squared Student’s t- test values for association between the
multi-locus genotype combination cell 0-0 versus the pooled remaining multi-locus genotypes, for
normal and chi-squared trait distributions or non-transformed and rank-transformed to normal
data. Each time, one replicate with epistatic variance 10% is considered and F-statistics are pooled for all
SNP pairs over the 999 permutations. A generated F-distribution according to F(1,498) is taken as
the reference.
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irrespective of whether the original traits or rank-transforms to normality are considered.

However, recreating Figure 3, now for cell (2,2) instead of (0,0) (hence, the multilocus

genotype cell which has the smallest number of individuals contributing to it), also high-

lights hard to ignore deviations from the theoretical F(1,498) distribution at the multilocus

genotype cell labeling stage (see Additional file 2: Figure S2).
Familywise error rates and false positive rates

Table 1 and Table 2 report the familywise error rates (FWER) corresponding to the

simulation scenario g2=0 (no epistasis, no main effects) and false positive rates corre-

sponding to g2=0.05 and 0.1 (scenarios of epistasis in the absence of main effects). We

observe that, irrespective of the original trait distribution and whether or not a data

transformation preceded MB-MDR analysis, the estimated rates satisfy Bradley’s [34]

liberal criterion of robustness for the significance level α=0.05. This criterion requires

that the error rates are controlled for any level α of significance, if the empirical rate α̂

is contained in the interval 0:5α≤α̂≤1:5α.



Figure 4 Qq-plots of MB-MDR step 2 test values (squared Student’s t), for normal and chi-squared
trait distributions, and non-transformed or rank-transformed to normal data. For each setting, one
replicate with epistatic variance 10% is considered and F-statistics are pooled for all SNP pairs over the 999
permutations. A theoretical F-distribution according to F (1,498) is taken as the reference.
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Empirical power estimates

MB-MDR empirical power estimates for correctly identifying the causal epistatic SNP

are given in Table 3. For all scenarios higher MB-MDR power is achieved with increas-

ing g2, i.e., with increasing proportion of epistatic variance to total trait variance. MB-

MDR analysis with Welch’s t-test has generally lower power than MB-MDR with the

Student’s t-test. This power loss is most severe for normal data. A (moderate) power

gain is observed for settings where traits are t-distributed, variance homogeneity is

present, epistatic variance is 10% and data are either left untransformed or are log-

transformed prior to MB-MDR analysis. Parametric Student’s t-tests with the original

trait measurements lead to reduced overall MB-MDR power when trait distributions

deviate from normality. For non-normally distributed traits, there is a tendency for

MB-MDR with Student’s t applied to rank-transformed data to outperform other MB-

MDR analysis approaches (this is: association tests other than Student’s t and other

types of transformation, or no transformation at all). A worthy competitor is MB-MDR

with Student’s t after rank-transforming original traits to normality. The differences in

power performance between MB-MDR using untransformed traits or transformed traits

are the largest for rank-based transformations compared to logarithmic transforma-

tions. No significant differences are observed between empirical power estimates



Table 1 Type I error rates for data generated under the null hypothesis of no genetic
association (g2 =0)

Trait status Familywise error rate (Type I)

Distributions Variances ST WT Rank_ST Rank_WT Log_ST Log_WT Rtn_ST Rtn_WT

Normal Equal 0.040 0.053 0.049 0.049 0.044 0.051 0.050 0.058

Normal Unequal 0.058 0.066 0.044 0.051 0.064 0.056 0.053 0.058

Chi-square Equal 0.045 0.036 0.052 0.051 0.055 0.038 0.058 0.056

Chi-square Unequal 0.053 0.057 0.048 0.052 0.051 0.054 0.043 0.047

t-distribution Equal 0.048 0.053 0.050 0.059 0.049 0.056 0.052 0.057

t-distribution Unequal 0.057 0.044 0.042 0.051 0.053 0.048 0.045 0.039

Legend ST=Student’s t-test, WT=Welch’s t-test, Rank_ST (Rank_WT)=Student’s t-test (Welch’s t-test) on trait ranks, Log_ST
(Log_WT)=Student’s t-test (Welch’s t-test) on log transformed trait, Rtn_ST (Rtn_WT)= Student’s t-test (Welch’s t-test) on
trait rank transformed to normal.
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derived from MB-MDR analysis on untransformed traits compared to those analyses

based on trait standardization transformations (results not shown).

A graphical representation of the 1000 MB-MDR epistasis test results for the causal

SNP pair (p-values, multiple testing corrected, as output by the MB-MDR software), one

for each data set generated under a particular simulation setting (in particular, g2 = 10%), is

given in Figure 5. Here, MB-MDR with Student’s t is considered. Results are depicted

for scenarios where the original trait data are derived from a normal (symmetric) or

from a chi-squared (non-symmetric) distribution, and then subjected to different data

transformation strategies. The scatter plot matrices of Figure 5 suggest a tendency for

smaller MB-MDR p-values to be generated after rank-based data transformations com-

pared to other type of transformations, including the identity transformation (see for in-

stance Panels A and B for normally distributed traits). This tendency becomes more

extreme for chi-square distributed traits with non-equal variance (Panel D). Here, it
Table 2 False positive percentages of MB-MDR involving pairs other than the interacting
pair (SNP1, SNP2)

Trait status False positives

g2 Distributions Variances ST WT Rank_ST Rank_WT Log_ST Log_WT Rtn_ST Rtn_WT

Normal Equal 0.040 0.047 0.053 0.048 0.051 0.047 0.050 0.051

Normal Unequal 0.051 0.060 0.044 0.061 0.052 0.065 0.048 0.068

Chi-square Equal 0.037 0.056 0.051 0.053 0.042 0.054 0.045 0.056

0.05 Chi-square Unequal 0.040 0.055 0.047 0.042 0.042 0.053 0.047 0.052

t-distribution Equal 0.051 0.048 0.048 0.051 0.047 0.047 0.047 0.033

t-distribution Unequal 0.053 0.047 0.058 0.057 0.054 0.048 0.051 0.052

Normal Equal 0.040 0.067 0.058 0.058 0.053 0.061 0.054 0.063

Normal Unequal 0.050 0.065 0.044 0.058 0.048 0.063 0.045 0.057

Chi-square Equal 0.048 0.059 0.061 0.060 0.053 0.055 0.057 0.056

0.1 Chi-square Unequal 0.063 0.041 0.051 0.041 0.061 0.040 0.053 0.036

t-distribution Equal 0.048 0.053 0.047 0.049 0.050 0.054 0.044 0.051

t-distribution Unequal 0.033 0.050 0.055 0.059 0.036 0.051 0.037 0.051

Legend False positive percentage is defined as the proportion of simulation samples for which at least one pair other
than the causal pair (SNP1, SNP2) are significant.
ST=Student’s t-test, WT=Welch’s t-test, Rank_ST (Rank_WT)=Student’s t-test (Welch’s t-test) on trait ranks, Log_ST
(Log_WT)=Student’s t-test (Welch’s t-test) on log transformed trait, Rtn_ST (Rtn_WT)= Student’s t-test (Welch’s t-test) on
trait rank transformed to normal.



Table 3 Power estimates of MB-MDR to detect the correct interacting pair (SNP1, SNP2)

Trait status Power

g2 Distributions Variances ST WT Rank_ST Rank_WT Log_ST Log_WT Rtn_ST Rtn_WT

Normal Equal 0.400 0.046 0.367 0.001 0.377 0.039 0.378 0.041

Normal Unequal 0.330 0.083 0.391 0.001 0.331 0.069 0.344 0.051

Chi-square Equal 0.221 0.000 0.953 0.130 0.929 0.466 0.978 0.802

0.05 Chi-square Unequal 0.317 0.005 0.511 0.002 0.402 0.012 0.578 0.135

t-distribution Equal 0.344 0.239 0.920 0.042 0.338 0.240 0.806 0.320

t-distribution Unequal 0.383 0.116 0.615 0.002 0.380 0.122 0.543 0.132

Normal Equal 0.950 0.634 0.952 0.087 0.959 0.626 0.958 0.650

Normal Unequal 0.963 0.743 0.975 0.152 0.955 0.727 0.959 0.690

Chi-square Equal 0.897 0.126 1.000 0.922 1.000 1.000 1.000 1.000

0.1 Chi-square Unequal 0.938 0.350 0.989 0.255 0.975 0.548 0.991 0.884

t-distribution Equal 0.873 0.881 1.000 0.885 0.853 0.876 0.999 0.987

t-distribution Unequal 0.921 0.801 0.995 0.409 0.921 0.806 0.989 0.834

Legend Power is defined as the proportion of simulated samples of which the causal pair (SNP1, SNP2) is significant.
ST=Student’s t-test, WT=Welch’s t-test, Rank_ST (Rank_WT)=Student’s t-test (Welch’s t-test) on trait ranks, Log_ST
(Log_WT)=Student’s t-test (Welch’s t-test) on log transformed trait, Rtn_ST (Rtn_WT)= Student’s t-test (Welch’s t-test) on
trait rank transformed to normal.
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becomes apparent that rank-transformation generally leads to larger p-values as com-

pared to rank-transformations to normality. For settings where traits are chi-squared dis-

tributed and variance homogeneity is present, the scatter plots of Figure 5 (Panel C) are

in agreement with the corresponding results in Table 3 (power estimates of 100% in the

event of a non-identity transformation compared to 90% for MB-MDR applied to untrans-

formed traits). If there were no differences between the untransformed and transformed

trait results, we would expect all the points to lie along the diagonal.
Discussion
Proposed data mining methods for epistasis detection are seldom thoroughly discussed

in terms of their underlying (model) assumptions and their effects on overall power or

type I error control. For instance, another well-known data dimensionality reduction

method for quantitative traits (generalized MDR - GMDR) [35] is based on score statis-

tics to define differential multilocus genotype groups related to the trait of interest. Al-

though the GMDR method is not necessarily likelihood-based (least-squares regression

or other statistical methods for non-normal continuous traits can be employed as well,

in theory), continuous phenotypes were only investigated in terms of a normal model,

and the software implementation for continuous traits relies on the classical linear re-

gression paradigm to build the score statistics. The authors did not explicitly investigate

the power of their method when non-normal continuous data are involved in the con-

text of epistasis screening. Previously, we commented on the advantages and disadvan-

tages of GMDR-like methods compared to MB-MDR (e.g., [5,33]). Based on these

comments, we here focused on MB-MDR while investigating the effects of model-

violations on the performance of 2-locus multifactor dimensionality reduction methods

for quantitative traits.

For every 2 loci (for 2 bi-allelic SNPs, there are theoretically 9 multilocus genotype

combinations), MB-MDR with association t-tests subsequently creates two groups,



Figure 5 Scatter plot matrices of MB-MDR multiple testing corrected p-values for the causal SNP
pair for a variety of a priori data transformations. Only MB-MDR results with Student’s t testing for
associations are shown. The epistatic contribution to the trait variance is set to 10%. Legend: Different
scenario’s of trait distribution are considered: normal traits and homogeneity (panel A); normal traits and
heteroscedasticity (panel B); chi-squared distributed traits and homogeneity (panel C); chi-squared
distributed traits and variance heterogeneity (panel D).
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where one group refers to one multilocus genotype and the other to the remaining

multilocus genotype combinations. Internally, 2-group comparison tests are performed

so as to assign a “label” to each multilocus genotype. This procedure naturally creates

highly imbalanced groups, with potentially extreme cases of heteroscedasticity. Al-

though Welch’s test is designed to give a valid t-test in the presence of different popula-

tion variances, Welch’s t-test combined with MB-MDR shows no improved power over

the Student’s t-test for scenarios with unequal variances, even for normally distributed

traits (cfr Table 3). This can be explained by the fact that the degrees of freedom for

the Welch’s test become smaller for strongly unequal groups, resulting in a highly con-

servative test in the event of extreme unbalanced data (see e.g., [36] and Figure 1). This

motivates our choice to continue working with MB-MDR analyses based on Student’s t

testing to identify groups of multilocus genotypes with differential trait values, despite

the underlying trait distribution.

It is well-known that parametric methods have improved statistical power over non-

parametric methods when all parametric model assumptions are valid [37,38]. When



Mahachie John et al. BioData Mining 2013, 6:9 Page 13 of 17
http://www.biodatamining.org/content/6/1/9
an analysis of residuals detects violations of assumptions of normality and heterogen-

eity of variance of errors across groups for ANOVA, remedial measures that log-

transform the dependent variable and consideration of an ANOVA model assuming

unequal variances, may work well. However, in screening settings involving many fac-

tors at a time, it is usually impractical to find a single transformation that is universally

optimal for all factors. When study data do not meet the distributional assumptions of

parametric methods, even after transformation, or when data involve non-interval scale

measurements, a non-parametric context is more appropriate. Such a context usually

implies testing based on ranks or applying data rank transformations prior to the appli-

cation of a parametric test.

Strong power increases were observed when data were rank-transformed prior to MB-

MDR testing with Student’s t association testing. This can be understood by noting that

the ranks, which are computed for the pooled set of all available quantitative trait mea-

surements, in general reduces the influence of skewness and deviations from normality in

the population distribution [39,40]. The same is achieved by a percentile transformation

(Rtn), which – at the same time - preserves the relative magnitude of scores between

groups as well as within groups. Only for normally distributed data with equal variances,

the ideal scenario for a t-test on original traits, a small power loss is observed. Goh and

Yap [40] also concluded that rank-based transformation tends to improve power regard-

less of the distribution. In general, as with traditional two group t-testing, deviations from

normality seem to be more influential to the power of an MB-MDR analysis with Stu-

dent’s t than deviations from homoscedasticity (Table 3). This is also in line with the ob-

servation that power estimates generally become more optimal for scenarios in which

data are transformed to normality prior to MB-MDR analysis compared to scenarios in

which they are not. The identical results obtained for untransformed traits and standard-

ized traits (not shown) are not surprising as well. Standardization involves linearly

transforming original trait values using the overall trait mean and overall standard devi-

ation. Such a transformation does not affect the two-group t-tests within MB-MDR.

Although data transformations are valuable tools, with several benefits, care has to be

taken when interpreting results based on transformed data. The inference of epistasis

depends upon the scale of measurement in a way that interaction effects can be re-

duced or eliminated by non-linear monotonic transformations of a dependent variable

[41], so also by some rank-based transformations. However, for our simulation scenar-

ios, we have not seen any evidence of such a reduction, nor increase in interaction sig-

nals when using rank-transformed data prior to MB-MDR analysis (Tables 1, 2 and 3,

Rank). Application of any epistasis screening tool to real-life data will face the challenge

to match observed statistical significance with biological relevance [1].

Clearly, sample size matters. The smaller the sample size, the more likely it is to ob-

tain extremely sparse multilocus genotype combinations. By design of MB-MDR, highly

inflated type I errors for group comparison tests are expected within MB-MDR, each

of which contributing to the final MB-MDR results (Figures 3, 4 and Additional file 2:

Figure S2). Despite these internal inflations, there is no evidence for a cumulative or

combined effect on MB-MDR’s final results (Tables 1 and 2), irrespective of the as-

sumed model violation (in terms of deviations from normality or homoscedasticity).

This can be explained by the permutation-based step-down maxT approach, which is

currently adopted by MB-MDR to correct for multiple testing of SNP pairs.
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In many of our practical applications though, we observed a tendency of increased

numbers of significant epistasis results with MB-MDR applied to quantitative traits,

even after SNP pruning (r2 below 75%) to avoid potential false positives (or redundant

interactions) due to highly correlated SNPs. No such observation was previously made

for dichotomous traits. For dichotomous traits, MB-MDR uses a score test, in particu-

lar, the Pearson’s chi-squared test. This test is known to be affected by unbalanced data,

or sparse data, as is the case for rare variants [42]. However, these data artifacts, which

question the use of large sample distributions for test statistics, are minimized by re-

quiring a threshold sample size for a multilocus genotype combination. An explanation

for the discrepancies observed between theoretical results and practical applications

may be found in the way the null distribution for multiple testing is derived. It is often

forgotten that also permutation-based multiple testing corrective procedures make

some assumptions. For instance, for the step-down maxT approach as implemented in

MB-MDR, the Family-Wise Error Rate (FWER) is strongly controlled provided the as-

sumption of subset pivotality holds [32]. The subset pivotality assumption is needed to

ensure that control under a data generating distribution satisfying the complete null

gives the desired control under the true data generating distribution, which may harbor

any number of true nulls [43].

In real-life applications, we do not know a priori which nulls are true and which are

false. In addition, preliminary results on the effect of linkage disequilibrium on MB-

MDR error control, as well as on the effect of highly variable minor allele frequencies

(and thus highly variable available samples sizes for multilocus genotypes) show that

subset pivotality is likely to be violated in real-life settings, giving rise to inflated error

rates in the presence of multiple epistasis signals.(work in progress). Note that the

standard bootstrap method provides the asymptotically correct null distribution for

multiple testing and does not require the subset pivotality condition given in Westfall

and Young [32]. The investigation of resampling-based multiple testing with asymptotic

strong control of type I error as corrective method for multiple testing in MB-MDR

warrants further investigation.

Scale transformations are quite common as remedial strategies to meet statistical

testing assumptions. However, since the optimal scale transformation is often based on

theoretical motivations or statistical convenience, it often leads to new constructs that

are hard to interpret or are biologically meaningless. Another concern related to

implementing scale transformations is that non-additive signals may be removed as a

direct consequence of such transformations prior to analysis [44].

Our results confirmed that rank-based transformations are generally most powerful

when quantitative traits are non-normally distributed. Rank transformations serve as a

bridge between non-parametrics and parametrics [19]. They naturally eliminate any

problem of skewness (e.g. chi-squared distribution). By ranking the impact of outliers is

minimized: regardless of how extreme the most extreme observation is, the same rank

is given to it. A particular type of rank transformation uses percentile ranks and is re-

ferred to as rank transformation to normality. In this context, a percentile rank is de-

fined as the proportion of quantitative trait outcomes in a distribution that a specific

trait value is greater than or equal to. When the number of ties is negligible, it will lead

to a near to perfect normal distribution, irrespective of the original trait’s distribution,

which usually is a highly desirable property.
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Conclusion
In this study, we assessed the performance of MB-MDR in terms of power and

familywise error rate, with different choices of parametric and non-parametric associ-

ation tests, in the absence or presence of trait transformations. We observed that non-

normally distributed traits can affect the final test statistics of MB-MDR with classical

t-tests for association, and that this influence is primarily driven by the sparser

multilocus genotype combinations. Improved power can be obtained by pre-analysis

data transformations. MB-MDR permutation-based maxT correction for multiple test-

ing keeps type I error and false positive rates under control, since in all considered

simulation scenarios, the assumption of subset pivotality of the maxT permutation

strategy was plausible.

When performing MB-MDR screening for gene-gene interactions with quantitative

traits, we recommend to rank-transform traits to normality prior to MB-MDR analysis

with Student’s t test as preferred association test. This practice will not only guarantee

adequate type I error control, but will also offer an optimal power performance under a

wide variety of data applications.
Software availability

All MB-MDR association tests discussed in this study are implemented in the MB-MDR

software (version 2.7.5), which is available upon request.
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Additional file 1: Figure S1. Group comparison test maintaining adequate Type 1 error control, when group
sizes are equal. Legend: When several tests are listed, they are listed from most (top) to least (bottom) powerful.
The tests in a square box and blue font should be avoided in MB-MDR due to reasons mentioned next to them.

Additional file 2: Figure S2. Qq-plots of observed squared Student’s t- test values for association between the
multi-locus genotype combination cell 2-2 versus the remaining pooled multi-locus genotypes, for normal and chi-
squared trait distributions or non-transformed and rank-transformed to normal data. For each setting, one replicate
with epistatic variance 10% is considered and F-statistics are pooled for all SNP pairs over the 999 permutations. A
generated F-distribution according to F(1,498) is taken as the reference.

Competing interests
The authors have declared that no competing interests exist.

Authors’ contributions
JMMJ and KVS designed the analysis, simulated data, performed the analysis and drafted the manuscript. FVL
contributed to software related issues. ESG contributed to the design of the analysis. All authors read and approved
the final manuscript.

Acknowledgements
All authors acknowledge research opportunities offered by the Belgian Network DYSCO (Dynamical Systems, Control,
and Optimization), funded by the Interuniversity Attraction Poles Programme,initiated by the Belgian State, Science
Policy Office. Their work was also supported in part by the IST Programme of the European Community, under the
PASCAL2 Network of Excellence (Pattern Analysis, Statistical Modelling and Computational Learning), IST-2007-216886.
In addition, the first author acknowledges study grant from Fonds de la Recherche Scientifique (R.FNRS.2464 – F),
Belgium.

Received: 11 July 2012 Accepted: 20 April 2013
Published: 25 April 2013

References

1. Van Steen K: Travelling the world of gene–gene interactions. Brief Bioinform 2012, 13:1–19.
2. Ritchie MD, Hahn LW, Roodi N, Bailey LR, Dupont WD, Parl FF, Moore JH: Multifactor-dimensionality reduction

reveals high-order interactions among estrogen-metabolism genes in sporadic breast cancer. Am J Hum
Genet 2001, 69:138–147.

http://www.biomedcentral.com/content/supplementary/1756-0381-6-9-S1.tiff
http://www.biomedcentral.com/content/supplementary/1756-0381-6-9-S2.tiff


Mahachie John et al. BioData Mining 2013, 6:9 Page 16 of 17
http://www.biodatamining.org/content/6/1/9
3. Mahachie John JM: Genomic Association Screening Methodology for High-Dimensional and Complex Data Structures:
Detecting n-Order Interactions. Belgium: Department of Electrical Engineering and Computer Science: University of
Liege; 2012.

4. Calle ML, Urrea V, vellalta G, Malats N, Van Steen K: Model-Based Multifactor Dimensionality Reduction for detecting
interactions in high-dimensional genomic data. Department of Systems Biology, UoV; 2008. http://www.recercat.
net/handle/2072/5001. Accessed [20 March 2012].

5. Cattaert T, Calle ML, Dudek SM, Mahachie John JM, Van Lishout F, Urrea V, Ritchie MD, Van Steen K: Model-Based
Multifactor Dimensionality Reduction for detecting epistasis in case–control data in the presence of noise.
Ann Hum Genet 2011, 75:78–89.

6. Mahachie John JM, Cattaert T, Van Lishout F, Gusareva ES, Van Steen K: Lower-Order Effects Adjustment in
Quantitative Traits Model-Based Multifactor Dimensionality Reduction. PLoS One 2012, 7:e29594.

7. Kutner MH, Neter J, Nachtsheim CJ, Li W: Applied Linear Statistical Models: (mainly chapter 18). McGraw-Hill College; 2004.
8. McDonald JH: Handbook of Biological Statistics. 2nd edition. Baltimore, Maryland: Sparky House Publishing; 2009.
9. Freedman D: Statistical. Models: Theory and Practice. Cambridge University Press; 2000.
10. Pearson ES: Note on tests for normality. Biometrika JSTOR 2332104 1931, 22:423.
11. Bartlett MS: The effect of non-normality on the t distribution. Proc Camb Philos Soc 1935, 31:223–231.
12. Mann HB, Whitney DR: On a Test of Whether one of Two Random Variables is Stochastically Larger than the

Other. Ann Math Stat 1947, 18:50–60.
13. Pratt J: Robustness of Some Procedures for the Two-Sample Location Problem. J Am Stat Assoc 1964, 59:665–680.
14. Keselman HJ, Rogan JC, Feir-Walsh BJ: An evaluation of some non-parametric and parametric tests for location

equality. Br J Math Stat Psychol 1977, 30:213–221.
15. Tomarken A, Serlin R: Comparison of ANOVA alternatives under variance heterogeneity and specific

noncentrality structures. Psychol Bull 1986, 99:90–99.
16. Wolfe R, Carlin JB: Sample-Size Calculation for a Log-Transformed Outcome Measure. Control Clin Trials 1999,

20:547–554.
17. Jin H, Zhao X: Transformation and Sample Size. Sweden: Department of Economics and Society: Dalarna University; 2009.
18. Conover W: Practical nonparametric statistics. 2nd edition. New York: John Wiley and Sons; 1980.
19. Conover WJ, Iman RL: Rank Transformations as a Bridge Between Parametric and Nonparametric Statistics.

Am Stat 1981, 35:124–129.
20. Gibbons J, Chakraborti S: Comparisons of the Mann-Whitney, Student’s t and alternative t tests for means of

normal distributions. J Exp Educ 1991, 59:158–167.
21. Zimmerman D, Zumbo B: Rank Transformations and the Power of the Student Test and Welch t’ Test for

Non-Normal Populations With Unequal Variances. Can J Exp Psychol 1993, 47:523.
22. Danh VN: On estimating the proportion of true null hypotheses for false discovery rate controlling procedures in

exploratory DNA microarray studies. Computational Statistics &amp: Data Analysis 2004, 47:611–637.
23. Szymczak SIB-W, Ziegler A: Detecting SNP-expression associations: A comparison of mutual information and

median test with standard statistical approaches. Stat Med 2009, 28:3581–3596.
24. Rupar K: Significance of Forecast Precision: The Importance of Ex-Ante Expectations. Available at SSRN: http://ssrn.

com/abstract=1752217 or http://dx.doi.org/102139/ssrn1752217 2011.
25. Pett M: Nonparametric Statistics for Health Care Research: Statistics for Small Samples and Unusual Distributions.

SAGE Publications, Inc; 1997.
26. Weber M, Sawilowsky S: Comparative Power Of The Independent t, Permutation t, and WilcoxonTests.

Journal of Modern Applied Statistical Methods 2009, 8:10–15.
27. Yang K, Li J, Gao H: The impact of sample imbalance on identifying differentially expressed genes. BMC

Bioinforma 2006, 7((Suppl 4):S8.
28. Jeanmougin MDRA, Marisa L, Paccard C, Nuel G, Guedj M: Should We Abandon the t-Test in the Analysis of

Gene Expression Microarray Data: A Comparison of Variance Modeling Strategies. PLoS One 2010, 5:e12336.
29. Mahachie John JM, Van Lishout F, Van Steen K: Model-Based Multifactor Dimensionality Reduction to detect

epistasis for quantitative traits in the presence of error-free and noisy data. Eur J Hum Genet 2011, 19:696–703.
30. Evans DM, Marchini J, Morris AP, Cardon LR: Two-Stage Two-Locus Models in Genome-Wide Association.

PLoS Genet 2006, 2:e157.
31. Development Core Team R: R. A language and environment for statistical computing. R foundation for Statistical

Computing. Retrieved from http://www.r-project.org. Vienna, Austria 2012.
32. Westfall PH, Young SS: Resampling-based multiple testing. New York: Wiley; 1993.
33. Cattaert T, Urrea V, Naj AC, De Lobel L, De Wit V, Fu M, Mahachie John JM, Shen H, Calle ML, Ritchie MD, et al:

FAM-MDR: A Flexible Family-Based Multifactor Dimensionality Reduction Technique to Detect Epistasis Using
Related Individuals. PLoS One 2010, 5:e10304.

34. Bradley JV: Robustness? Br J Math Stat Psychol 1978, 31:144–152.
35. Lou XY, Chen GB, Yan L, Ma JZ, Zhu J, Elston RC, Li MD: A generalized combinatorial approach for detecting

gene-by-gene and gene-by-environment interactions with application to nicotine dependence. Am J Hum
Genet 2007, 80:1125–1137.

36. Sawilowsky SS: Fermat, Schubert, Einstein, and Behrens-Fisher: The Probable Difference Between Two Means
With Different Variances. Journal of Modern Applied Statistical Methods 2002, 1:461–472.

37. Freedman D: Theory and Practice. New York: Cambridge University Press; 2000.
38. Howell DC: Statistical Methods for Psychology. 8th edition. Belmont, CA: Thomson/Wadsworth; 2012.
39. Zimmerman DW, Zumbo BD: Can Percentiles Replace Raw Scores in the Statistical Analysis of Test Data?

Educ Psychol Meas 2005, 65:616–638.
40. Goh L, Yap VB: Effects of normalization on quantitative traits in association test. BMC Bioinforma 2009, 10.
41. Mani R, St Onge R, Hartman J, Giaever G, Roth F: Defining genetic interaction. Proc Natl Acad Sci 2008,

105:3461–3466.

http://www.recercat.net/handle/2072/5001
http://www.recercat.net/handle/2072/5001
http://ssrn.com/abstract=1752217
http://ssrn.com/abstract=1752217
http://www.r-project.org


Mahachie John et al. BioData Mining 2013, 6:9 Page 17 of 17
http://www.biodatamining.org/content/6/1/9
42. Mahachie John JM, Cattaert T, De Lobel L, Van Lishout F, Empain A, Van Steen K: Comparison of genetic
association strategies in the presence of rare alleles. BMC Proc 2011, 5(Suppl 9):S32–S32.

43. Dudoit S, van der Laan MJ: Multiple Testing Procedures with Applications to Genomics. Springer Series in
Statistics; 2008.

44. Wang X, Elston RC, Zhu X: Statistical interaction in human genetics: how should we model it if we are looking
for biological interaction? Nat Rev Genet 2011, 12:74–74.
doi:10.1186/1756-0381-6-9
Cite this article as: Mahachie John et al.: A robustness study of parametric and non-parametric tests in model-
based multifactor dimensionality reduction for epistasis detection. BioData Mining 2013 6:9.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit


	Abstract
	Background
	Methodology
	Results
	Conclusions

	Background
	Methods
	Simulation settings
	Scenario 1: normal distribution
	Scenario 2: chi-square distribution
	Scenario 3: t-distribution

	Analysis method: MB-MDR

	Results
	Familywise error rates and false positive rates
	Empirical power estimates

	Discussion
	Conclusion
	Software availability

	Additional files
	Competing interests
	Authors’ contributions
	Acknowledgements
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


